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(57) Abstract: 

PURPOSE: To detect and quantitatively determine non-A, 
non-B hepatitis virus CORE structural protein in a 
specimen by producing a monoclonal antibody, which 
performs specific bonding to an antigen determination 
region, from a hybridoma cell line. 

CONSTITUTION: A specimen (for example, blood serum) 
together with polyethylene glycol is subjected to 
centrifuging and precipitate thereof is alkaline- 



processed to concentrate and decompose a virus particle. 
A mouse is immunized by non-A, non-B hepatitis virus 
CORE structural protein of this virus particle, and a 
lymphatic corpuscle derived from this and a myeloma cell 
are subjected to blending so as to obtain a hybridoma 
cell line. A monoclonal antibody produced by culturing 
this cell line is specifically bonded to an antigen 
determinination region on the non-A, non-B hepatitis 
virus CORE structural protein, 
this monoclonal antibody, the 
virus CORE structural protein 
quantitatively determined. 
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[#frW*OiEH] 

[if**l] *A*Bfflfffife">>f^^CORE#aat 

a K±o^jsc*je«tt t-*t-r * *s £-#ni4 * m-r 4 * y 

[It** 2] HC11-5E3, HC11-5F1 
1, HC 1 1 - 5 1 5 SRVnC 1 1 - 1 0 8 0 Sfrh 

[IS** 3] *A#BSM-)-fA-XCOREtai 
6 K±OtfcHC *56«tfc K*J-f -5 ft £***1t 
«1XJ4 2 t;fE«0/W7*y K— ?ffl&%KJ: <9i££$ 

[»**4] #A#BfflJff&"W*XCORE«jft« 

yiJ*ESIfc-r 4 IB** 3 UfBttO* y y n-^-;ufct#: 0 
[ffil**5] *A*B!HJFFU£^'f^^CORE|»jSt« 
SK±Otn:W*5ea5fi!:fc LTK?iJ#-t3 IZ;*£*L4T 5 

yttEyyoT*,, 1 4 3«o*K-r*T3y»E 
Miwm-r 4 » ** 3 izun<r>* y * q - 

0t«ft5fe«fi: t lte?ij#-* 4i:*jwt5 7 aes?i] 

■f 4 »** 3 ui B«<q y y n - ^fitflt. 
[»**7] *A^BffljrFife^^;UXCORE«itS 

[IS** 8] #A*Bflff*<"f COR EijfiS 
[M-' ] J2JLLT***** 3-7 OV>-f *ta»-£KIB« 
[St** 9] *A*BBff*'>'f*'^CORE»iH 
- vifflSS t * 4 - t <t i) St** 1 E«<0 / x 4" 7* 

b»>) -r c o r E«asajt±otn:js(ft5ca5fi: 

-*{CfB«cO^ y y o - ^;i/SL<*:<75$!iji^ffi 0 

[at** 101 >w r u k— ^i»fi** f H c 1 1 - 5 

E3, HC11-5F11, HC1 1—51 5 S RJ/H 
C 1 1 - 1 0 8 0 Srt»k»£4aW»ic>SiR$*i4iit**9 

ses^wus-f-i c^?tL475 yg5BE?ijt fctt-e-o 

[1M12] ^A#B»^-f^XCORE«il 

s a K^wij#-s§- 2tc^$tL^>r5y g£E?ij s ?t it % <r> 
sb#e?ij & *rr 4 st** 9 ^i£*^^«o 



(2) »|f8-2 9 4 2 7 

2 

[ilfll3] #A#BfflJffifc*-f**CORE«ai 

as * *r-f 4 st** 9 nie«<o^a 0 

[Bf**14] ^A^BfflflTiJt^-f ^XCORE«it 

9553-E?iJ«:#i-4W*Jl9(iie«co^So 

[BM15] ^A^BMfF^-7^^y-C0RE«ii 
9 a HsWEyU** 5 {Ctf £ *t4 7 5 y BfcS$l * fc (4 * O 

i0 [«t**16] ^^O^A^BMffFi&^^XB^ 
StUtfK Ay 7-;-t>ft*ot, (a) lWIBtftfffO* 
A ^ B MffFi£ •> * X X (4 <0 N3#t«K £ * U ^ *■ U > 

y-y 3-;ut*tcjt^jgffiL, r * a ut?*a«-r 
ie»o*y y u-i->im*zmMz-&xim-m.fam<£ 

4 SRh (c) ttftJK-HtflEtt^Aff 

20 [BMi 7] *7?D-t^#tIit 
4 £ t £-£-&■»** 1 6 SB*c*M A/77-t-f„ 

[i*Sl8l St** 1 6 X(± 1 7 tcfBttco^ Ayr 

y-t-f Sr*Mi-4^i6«0^4* > ho 

[■1**19] ^A^BIIff^^'f ;u*C0RE#ii 
«fiR±Oj/iSRft5ea5fi:tC*tLift^lltt**-t* 5 E 
3, 5F11, 5 1 5 SSO'l 0 8 0 Sfrhf&ZWfrh 
31R£;h.44>&< 1 1 l««0*y ^n-^-;w^i:, «k 
»SW:5E3, 5F11, 5 1 5 SSt>'l 0 8 0 

50 S tt4 W** 1 8 tClSffeco^Je y h „ 

[S**2 0] W*fll3~8 0v»rit^-JilcE«0 
*7^n-t^#;tttfi*a 1 8 tclBIROlj^* y 

ho 

[!&9i01$8Bfcifci8] 
[0 0 0 1] 

[K*±OflJffl«'»] ttfltfO^A^BfflJff 
jfe •> ^ ;u y> co« jfffitt C 0 R E a a K * tett * ^ I45c» 
fi-fA/77-t-f, ^t>0 f C;W^A777-b'f C« 

40 ±ts/w k-v, au-i^/^D-t^?:^ 

[0 0 0 2] 

T5l#^C$tt4fF^^«(*i-4o -olfelfllf^JfF^OIl 
H^^;uy.tLr, ^SJtcBMlfife^-f (hbv) 

it35^l^$ttfco -OJlH^^^^ti^A^BMffFjfe 
•>^^y. (ttTNANBVtl&ftt4*^*l>) , & 
50 4v^iCSfF^-7^^y> (JilTH CVt O&fo-f 4 
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[0 0 0 3] ^A^BMfF^ii, it««9ffl^± 
L^«i&#0 5^8«d^littfbU Jfrl^, 

A^BM^io^HJfUML-ni, SOJtfjtciiAMJff^ B 

tz'ik, z k h izm^ l ^ ^m^r^A^B ^kt mm 

[0 0 0 4] %<r>'&.^ 1£*7 4 ;PXtZRILT(i, 198 9 
h o o P>C0^*^--7°iIJ: 1} NANBVfif 
v-Ojfoll^jifS^-T!^ n-i>?-$it (Sc i en 
ce 2 4 4 : 3 5 9-3 6 2, 1989), ^cDiffS?- 
C0^«JtSa«ltO-gR (NS3-NS4) 4iSi:t 
^&/u-Cf# e> *l£ ') n > > h trtJ® £• fflv>£f;t#:?j!l|5E 
t^J:*^Bffa^Sf&$nfc (S c i e n c e 2 4 4! 
362-364, 1989) ; # ^¥ 2-500880 
•?-&ii) o 

[0 0 0 5] »li«:ft^»f^i:LT*ll*'1'n>ttt:^ 
f&Sft/t'J 3>lf^-> ( c 1 0 0-3161) £ 

m^tzf&mTtt^ «tt^A^BMJffj£.£#<7> 7 - 8#JT' 
l^tt^t"- t^i^i:&o*:^\ S^^iciic 1 
0 0-3}5tfrffi^±#-ti:-f1t£iir^^v^^*!), iS^LT 
v^T & #tffi T- § & i/> ^ - X ^ g e&«:lfe§.B#<D jfo.y# ^ 

^ y ? d 7 'J y nam tt fx i±fr%<o immKfctffL h it 
ZZttftofr-oX^tz* 
[0 0 0 6] -g-cof^ *7 4" ;UXO«iiSe-e*^)COR 
Efiti!l*Snx7t:*21H:^Bflll<7)^f&^J: *9 , £j9#JcD 
.»# £ f&JU 1" * - t * ? nT life t & o X v» 4 ffcf&tt^ A 
^BMffF^.ft#<0^m^(±«j4«!|Hi§r^^o tfc, d 
ti^ft^-ft-tW^, PCR (*')^V-^fi-> 
'J 7? v a >) ft (Science 230:1350 
- 1 3 5 4, 1 9 8 5) J ?DNAyn-yfti;i|,^A 
* B MfFife * 4" ;W X te?0#fiO#it*et -6 itfe 

[0 0 0 7] Lrt»U PCRSiffli>fctJfti:ii, v> 
<o*»offllt&|IHH* t ff«Lrv»-&o «x.(f, PCRffi 
Srfrfc^fci&Ktt, ^A^BMJff2£^4 WRNAf 

RNA*f>DNA-N<oe?<0|g(:n^*4i;^t^i 

it. $ h\Z\*zi>9 5 3 L-Vt^Z t 

[0 0 0 8] — #A#BfiJffjfe*>f**l±, ftrt-C 
O^'f Mf^iVCt^ i n v i t r o -CcDif 



(3) ^^¥8 - 2 9 4 2 7 
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[0 0 0 9] Stot, ttft-C^ftlOt/iSfffFffiSrffiT* 

[ooio] *HWm«rt^*A^BaffF^^'f;uxu?j- 
-rz*; ?u-i-)i>tn.mzMLx, &,nmwm3 1 8, 

2 1 6 -§-& iffli3 8 8, 2 3 2fi t*CDJ|#itTO# 

•5, Mrtt.Ml±7FZtlX^%^ 0 zntam^ INA^B 
SJffik * ^ X CD C 0 R E S 6 S -tOi tf h - T/KJt L 

-2 6 0 9 6 0f&S) $<1TV»S^, 
[0 0 1 1 ] 

»= , T l± ■> 4" * Xfii 1 S flt**S* X'P t£ < , 

50 *<r>tz £>,fe#jfo ^tc#in-£»K>>4;ux wainHS 

li : f-&ii£i>m3L2tiX^%W£fr>0ti\ (*^'J 
r) <7)# < it i o - 3 0££X~ftWM*?%tm^WiTlrh z 

0?-7!0> (1J.T I FN t B&-T) S#<*<0fe*ft 

*«iKfc-c*-6 t(±pse.-r, i f Njs^Ta^wfti- 

[0 0 12] -tfc*>*>, JflLvt^cO^A^BMfFife^-f^ 

ttzumt, ^^tanxz/Mmmcomm^inx^ 

tz 0 

[0 0 13] i£oT, ^Ife^col^li, «tflt«t>(0*A* 

50 Baw^^-f ^^iwaamit**i»L> setts** fcao 
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[0 0 14] #f&EflcOSiJcoilft(i, ^A#£BMfFik^-f 
A- x rsBilfJt^ Aft KfgKW 4 * y * n - -7- ;uffi#ii 

J: £ ft £ * * O 2r£ 4: 4 C: -T? & 4 . 
[0 0 1 5] *%9|tf5Sf>f::HIOBfl«Mi» f£*y yn- 

«K-etftm * tn^g-r * fc * t 4 

[0 0 16] 

[P=1@* ! Sr»*i-4^«!)0#g] *$&9§#ibM\ Zixi 
t?i:*A*B MffF & -f * x <o«jts a K»*t= M L 

y*'J n-^fc^cijf^U itfm*T)Vij wmZ'ir ft 
fc*Jtv»rt*Lfc„ Sf>C, C0RE*SS6f«fi?i 

*iit«as*tH c vt/[)irgt4**-r 4 >; ^ > tr-*- 

>h*'J^7'f K^MStLT, HCVWjftatSKt:: 
k $ *ft ft y y n - ^ ^tt# ito&ztitzwgb 

L, S^Ci*/ yn-^i/jjt^t^^i^e^-coco 

#S&93£9el£:£-£4lcmo*:o 
[0 0 1 7] fifeoT, #S§?&M\ ^A^Biff^^-f* 

x c o r E#it»ait±ofi:flK*««fi:u*ti-4iis-fr«F 
*tt Sr *i- 4 * y y o - * ;H5t# t 4 . 
[0 0 18] IMCIi, E?iJ#-f-l H^Stv4T5 y 

;PxcocOREfS^gB«jffS^»rfr£#fr&&;L^y 

Jg*-£L46, # A#B ffiffl^fc * 4" **Si«iSia- 

SE?iJ#-f-i ic^$tt4T5 y^SE5iJ£-^-cft4^M^ 

K*«iSU KSrftSESC fc-T4*y y 

a - f- )i>%iWtW& tc£o*v^ r , :£S&9§co*y ^n-f 
frtjLfcZm&lrzz ttfr-ZZo *;?n-t« 
{±, Jife^A^BfflffF^^^;i/xcoRE«jtse«-e 

L £ -7 4 V 5.xn--?|ffl 

iij ft t> OfUtiw^AO'f t^tS* •/ 

ht-'ffifflL#4o 

[0 0 19]SoT ( #%93l±, uOii4M^;K 

i-4 0 

[0 0 2 0] Sc?iJ*-f-2-5t;7K$ft 
4 T 5 y ®?&5iJ£ fctt-to»3ME?!l*4# ftWUEMr*-* 
*y?n-t^, £coj*i;#:£fflv>4£ Zftmt-f 

5#AiBiM^-f ^x«iisasf<o^mft e> rrujfc 
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[0 0 2 1] ( a ) fMO^Ai 

b MfFifc <i >i> xxij -e-oBaattJ® * *° u u > ^ 

Rf, (b) RSt»t*ftW«)*/?n-tA'«t*ift|l! 

s*r«tac-is:fls«^#:tJBja$*4aRf, (c) Rjjt 

-f ;uxM&ttKo?n££*&aJft 6 o-'uscfi-f 4I£RI 
Sr^.#-r4o 

[0 0 2 2] :<07 7t^ (CjoV^rii, ^4r^'J^^- 
^- h U ^AfoT^* , ;^J-e*a ; S-t4Ci(cJ; 0 ^ ;w 
aaftSr*trwtS:!|#«i:-r-5o SfcK, *A*Bfi]FF 

& ? ^ )v ^« its a r t sr ff^-r 4 ^^-^m 

Ka i s 5X10 7 [M-'] tt±, 4fiL<li5Xl 0« 
[M- 1 ] £Lh, ?f>i:ifiL<ii7xi o 8 [M-'] JSJL 

[0 0 2 3] aiT,-2|c|6Mtcov»-C$c>U»fflU|!iW4- 
20 4 0 

[0 0 2 4] *^-ev^^A#BMflf^^^;UX<73« 
3SSa«ilfr^ifM-t(i, ^A^BfflJIfjfe^^ 
SaaSjlf5^0C O R E«*«r#trite?-IBf>T"C* 
i), ^-ft< tt^A^BfflffFi^^'f ;ux<on*S<oi# 
E*'<b 1 2 3#lOT 5 yttEyiJi-S-tr^U^y^ K* 
3- K-r4tt«BE5!l«:*-r*DNABfM"C*4o 

u i± , E9iJ#* 2 co r 5 y ggge?ij *3-Kt* il*se?«J 

Sr^-tfjt{S^»fM-e*4o 

[0 0 2 5] dcoid ft^A^BSlJff^'i'^^X(0«it 
iO Sa«iS^WM"S:#4t-(±, t&JfiLf^A^BSffF^m 

A v-f 7*9 'J -75^H^i-47j\ titlifift^A^B 
MfF^7 ^ ^^afr^-co^Se^iJ ( P r o c . Nat 
1. Acad. Sci. USA, 87:9524-95 
28, 1990;Proc. Natl. Acad. Sc 
i. USA, 88:2451-2455, 1991)*' 
^DNAT-n-ZiML, ±.120 c DNA^-f ~f*7 ') 
-?:'Sffi(»1lof:DNA/DNA''W 7"') ?4 -tf-v 3 
l^l±DNA/RNA^'f7- | J ^-f-tf--> 3 > =£rfl 
40 ft^ ^Vu-i>^«:LrBWOite^»f«-S:»*i 

[0 0 2 6] ^A*BS2ffP^^^;WXC0#it®a»itfS 
^Bf M- 1 T r p E S: fflt^-T 4 £ t C «t o rft« S 

£ CO 2 oco D N A Z&fe-f 4 £ t Hi o Tf^T* § 4 0 
^A^BSfF^^^^^co^saSite^WM-ti, c 
DNA7-f77'J -f^S8B#tC#S0 $ titz - S*co 

5 Kfi*OWH»*ai5tt4:ir*«fflL, T r p EilfST- 

50 i±, %&itti>mx2titz-f?x$. vm*<r>mm.mmw 
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[0 0 2 7] ^WOB^itfS^Sr^triafliX-^^ * - 

[0 0 2 8] Lt«ilf*M, L<(* 

> (trp) , Y-7s*s<U> (lac) , A77 

-vPL, PRi^fflv^:twHo z<d^[z 

f*Slt* 0 

[0029] sfc, m&mm. mwm&i> l<i± 

n^^f;^^ ^ - * -**$*ir it* e 

[0 0 3 0] ^*-fi£<b^ ®«IK»$itfcfflJfto 

U >, rF^^O'J > ft ^^ISHte*, 

* o 

[0 0 3 i] atx^A^BSffife'?^ ;ux<D#ii56 

&&&i*Txmm%mm$iW*tgmLxmm>) a > 

[0 0 3 2] «K(Efc#0#fl:U\ ttffc*^->^Att«r 

&0^|Jfeta|t;fBK?><fc 0 K, it§Jlx<"^ ?-T r p • T 
rpE CORE 1 4 0-cai4H±*lIt»misft 

1- a c t ± o x a*» f> & o 
[0033] wmmm^mmt^m-r^mt, m-%m 

^m^mmm^rnxmrn-titux^o ±n<o t kz& 



(5) ^fP^T 8-2 9 4 2 7 

5 

fc-r & mm m a mm iz%z>±o izmu tx&<zt 
*iju> 0 mz.ifm±±mwt lthb i o i ftzm 

^Tftftx.^? 9-T r p • T r p E CORE140 
-C-BSM£&-f &£ tic* i9#«bn^a^x^:Bi®HB 1 
01 [Trp-TrpE CORE140] 

T>e"->'; >£ 2 0-2 0 0a< g/m 1 Oift 
ft U 4 J: •? K Jgf * t- £ AD L T * 1 1 If «t v » » 
[0 0 3 4] g*^--K'J^7*^ KiH^fcS&SlS-ti:*** 

fsmmm &fr & x if * <^ 0 m x if ta^^ ? ? - cot#^ 

IZ I a A£isura-f & -t^i Lv> 0 HSiffWft, $ c, 

&o flJxffa^X^fliMHB 101 [Trp-TrpE 
CORE 14 0] *>*-g-Ht±, T>tfv'; >^?3SJQL 
20 tM9-CAW, 3 71CT-1 3 - 1 6B#KJ*«-f4 

[0 0 3 5] ^*UJ;oT»'b^7i1l#^^g4^--r?'J-^ 

rf-KtaaR, «*-r&^i*tifltfflws«f, Wx(f« 

5 7 -f - * fO&fNcfc 0 it fig L#4 o 
[0 0 3 6] -hlB<OJ:o^^ftT-Sl!^-^'J^ 

®Ltzm, mw^^M^f<r>umxmm.^m^, £<t> 

[0 0 3 7] EJRSftfc^i&telllfir*, fl£*SEOfll3(ES 
tlia»* r T-v>, *4v>liT r i t o nX- 1 0 0 

L < Jl ra»*OttBR ^ r - y v 4: * tr««« * in x 4 £ 

«*JaTUT»f&£ tic J: t). KSrft 
5r4PO»eROffljR*ft, 15iJx(figW. 4*>1&k, Y 

ta b'lz X 2>#W& *j&£M.*-'kt>^Xi%^Z> £ t iz X 
50 fijffl-r^cii: tfil,o 
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[0038] ttz. ^AiNBsaffFHt^-r^fliaseK 

m^mWt T r p Eilf»T-OMtz, jt*W«JBrft*4 
^l*WmttV)M8-lz£iXWMZixZ>T * y^EFysr^ 

*utK*sK 'J ^ K * , & .1 t iz 

- K?*t*, Se^iJS-t 1 «7 5 y»i£9iJS:-S-tr*A*B 

mm-^-i *z&mm&#')'<'7 j f- k*t r P es&53-£ 

[0 0 3 9] *HWev»d*A*BSJffife^ JfrXffiM. 

L< 

fi<07? y^iE^ij^^tf^A^BfflfF^^^ **jjtw 

fiHt**T*-*ltfrtf 'J ^fKtL< (iE9d#-9- 1 07 
5 -/»E?ljO-»Sr«-tr*A*BaiJff^^ * A^tnM 

*3§ K & * T 5 y KE?iJ jJ*#iO ?W;^f*oT4 

£ v^ 0 E5»J»* 1 or 5 y®tE?'Joffi^E?iJ t lti±, 

CTx.(fE?iJ 3-5 Ctf S ft-& E^iJ^ffST** -2) e 

[0 0 4 0] *|&WO±|B»'6'--K , ;^7'f - K^tj^E 
?|J#-S|- 3 - 5 £ tl & 7 5 / fficE^IJ *-a-*-r^^';^ 

BALB/cvf^ifcojaiffirtab^vMiJfertH, ±|B 
S) L < (iB S A, K L H ft 

Wi:*ftt4. jflL't'coj)L#:«^±#L^B#*r% i&jnfc 

tni.£& mm*-?*? ^■wummmwtmmsk^-u /^ 

'f K-v£#-5> 0 KohlertMil 
stein (Nature 256:495-4 

9 7, 1 9 7 5) Cffi-jtff^iCt^tH, 
[0 0 4 1 ] Lfw^oT, *«W«i*3t, #A*BBff 

T-'JK-Ti^liHCl 1-5E3 (FERM P- 
14415) , HC1 1-5F11 (FERM P-l 
4416) , HC11-515S (FERM P-14 
4 0 3) SZ/HC 1 1 - 1 0 8 0 S (FERM P-l 
4 4 0 2) frbMWZtlftZo 



(6) 4*H¥8 -2 9 4 2 7 

[0042] ±m?jmiz£ t)fte>*Ltz"4 y<) h'—^m 

n-^>^H(iK#*f?ii<0(575^«^ii (Eur. 
J. Immunol. 6:511-519, 197 

6) 4ir*¥!iflH-*£fcj>«T?#*o -eur, e±$*t7t 

70 [0 0 4 3] Lfc^T, #Sfe9!t4§<bl::, _LfE'W7~ 
') b'—rMM^ZX-oXmHiZtlZ. *A*B»f 

[0044] fctnJKifc£aMao*#fl| tu 

14, E?iJ##l, 3, 4 3Z.!4 5tC7p$tL^T3 y^E^iJ 
<Ot*>, 4>&< £ 3 <BO*SE1-£ 7 5 

(4, # A # B Mflf f-fWCORE iSS SKtWfJt 
H-^#«^<7)|S-&€^Ka jJ*5X1 0 7 [M- 1 ] Jen 

f-t^5E3, 5F11, 5 1 5 SWl 0 8 0 Sfrb 

[0 0 4 5] ¥*W(4$ hKi tz, z^i-ntt^; ?u 

ffiBT^^ -f c o r E#5tsa«r-fe5gL7t^^^^ 
e>if*$tt^>'J >^tl*t un-7||ftt iM-k-TZ Z 

omWh * *& m L X # A ^ B Mffrife ■> -f ^ C O R E * 

[0 0 4 6] MlOft#«tirii, E?iJ#*l f 

[0 0 4 7] *4v»«t* ±BO*ffiJa^Hfc*y ^n- 
^ ^tt#tt 7r- ylffll^ * ffl r ft»"t ^ ^ t 
(Nature, 3481552-554, 1 
990;Nature, 349:293-299, 19 

40 9i) o ft&ztit^vxvmmzmmL, 

iiZ X V) mRNASr^tr^B-eab* p o 1 yA RNA^r 

^mRNAtilCc DNA^ftL M^n/'J> 
ogiis^fflil^ VMKtWi* § h X -9 ^3SS & y° 

prSE***^9ffii-o itW^ttfcDNABfM-itateT-X 
50 ^W*ffi*ffl^Ttt*Lfca, 01 X. If p CANTAB 5 
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E (7ril/7yrttS) oxobyr-ismmmm*'*! 

[0 0 4 8] 2(cf6MUfi£oTPSS*Lfe*y^n-^;p 

>F77-t^ (EL I S A) , Sf^A; K y FTy-b 
* * v^ilt&<7) 4 < *fl P> tit >f A V T y-t ffi-Cft* 

fr4?R, tWftffc>&»t LT(itt*tfl£#»^&&OR 
Stt*»Jt. tt*H3i»K. 

[0 0 4 9] tftfri: LTtt, ^JfiL, JftLit. ifi^t 

[0050] ±E>fAyr 

[0 0 5 1 ] tft^^A^BIJtt^;^ 

fc&zm^z>m&, mmi-^&ig:* v H4, mw^cw 

Jfi L< 14. 5 E 3 > 5 F 1 1 . 515SS 
^1 0 8 0 S*^»4RStL* 0 H#^:«F#UB*fti-4 
^n-^;i,^#i3 4 V1i»1-£^ey ^ n-^Mfiffc 
0&«k^b*f4aftt?*iK ^S^#^£&<^*> 

[0 0 5 2] «ft^40MS#i: lt(^ e nfl/ 
K ^ l J^ntfl/>, stfU If— -/l< 

[0 0 5 3] *«MO*A*BffliF3ft^>f ^^«j6«e 

»a w is 4 w fcfWffii \zx Y) ^it:t^ 

tr 0 ?M5g1&#tC^l>^W>^U =r-;u (P 

EG) taSUDLrJS»», »-MMIi**Tfcv^ it«i»^ 



(7) 2 9 4 2 7 

m^^mmit^m hti&o z\z x*mtft<n&mzm^z> 

4o -ti:J:<fflv^WPEG^Wi(t 10 
00, 1500, 2000, 4000 £ 4 X/ 6000 "C 
i fe-e-0«Ki4 3%-5% OlEH-ett 
fflSix^o 0 0 0- 2 0 0 0 i-COPEG 

a*S>-Cfcv*fc$tfSv>Jiv\> -ttWatPE G 4 0 0 0 

70 ^6ooo ttft4ttt?**fc*flxav**»«r^.-e* jj^h 

(4 p H 1 0Ja±, L < (4p H 1 2 - 1 4 ~e&£ 0 
[0 0 5 4] 

Ot*4^ ^fLU4oT^WO|EH«:»J|Si-^<>0 
Trf4&v* 0 
[0 0 5 5] gQfeffljl 

(a) %a^zz^ k^sm 

HCVOCOREf«i:*St4M^7^^ KttJttT 
O^fffi-CWISL^o Cl 1-C2 1 ^u->i3 4 0 ? C 1 

0- E12^n-> (#ga¥6 - 3 8 7 6 5-?-) tpU 
C 1 1 9^&<^i£^i#^n*::7^X^ KpUC • C 1 

1- C2 1 &£Zfp UC • C 1 0-E 1 20^DNA 1 
ti g*iMRR*RJ&«2 0^ 1 [5 0mM Tris- 
HC 1 (pH7. 5), lOraM MgCla, IraM 

50 DTT, lOOmM NaCl, 15#fi^EcoR 
1*4: VI 5*ficoC 1 a I**] 454V [1 0m 
M Tris-HCl (pH7. 5), lOmM M g 
Cl2, ImM DTT, 5 0 mM NaCl, 15* 
fiOC 1 a I 43 4 XT\ 5#fiOKp n I »*] *"C#* 
3 7tl WML, -eof&O. 8%T3!rn-^y;H 
^USta&fcfi 1 a3 8 0 bpOEcoRI-C 1 al 

KfM-434V^9 20bpOClaI-KpnI Iff^^ffl 
ILfco -c0 2ooDNA8ff>tt pUCl 1 9iEco 
R I454VKpn Itiftl^^^-Cl OX'J^f- 

40 ffflfW [6 6 0mM Tris-HCl (pH7. 
5), 66mM MgCl2, 1 0 OmMvf tXl/ F 

1 mM ATP] 5^1, T 4 V 1 /* 1 

(3 5 0 *fit//i 1 ) (l7fc^SDx.T 5 0 ^ 1 k L. 16 

S:Iv^ilJM10 9*igK«?^ 7 e 7^^ Kp 
UC-C21-E12 *»fco 
[0056] ZZOrfy^ < KpUC ■ C2 1-E1 2 
DNAlng^2oO"/7^7- (5* -GAATTC 
ATGGGCACGAATCCTAAA-3' , 5' - 
50 T T A G T C C T C C A G A A C C C G G A C — 3 ' ) 
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Jffl^PCR^ffi^o PCRiiGeneAmp™ (D 
NA Amplification ReagentK 

it, Perkin Elmer C e t u s St) 
v b £JB^DNA3c14 9 St 1. 555\ T-->)>? 
501C2^ DNAM7 0 t: 3 ^cO^frT^i v\ !# 
^»n/:DNAIf)t&0. 8%T^n-xy;u^^t(;u 
£ <9fr8?U (Gene C 1 e a 

n) "CflMBLfco — pUCl 9*ffl|R&£Sma I 
^SHfcU PCRttKJ:oT»&it*:DNABrfi-fcl 0 
X U ^T— tfffl«»iR [660 mM Tris-HCl 

(pH7. 5) . 6 6mM MgC I2 , 10 0 mM 
mxi/F-iK ImM ATP] 5^1, T 4 } ) if 
-4f 1 ^ 1 (3 5 0 1 ) UtKStSPX-T 50// 1 

77*^ K*Iv»*11JM1 0 9*JBMSfcS*, 7* 
7X<KpUC19«C21-E12 'Smal^l 
tz 0 Z<7)~7°7X ^ KDNA 1 /u gS:»JIS*S5R!offi2 0 
At 1 [l50mM NaCl, 6 mM Tr is-HC 
1 (pH7. 5) , 6mM MgC I2 , 1 5#f*cOE 
coRIiJi^l 5 OB amH I 4>T*3 7t 

lWFBJBftJRI&Srffft^^, %<OfeO. 8%7#n-xy 
^WWWttilT&VVi &4 9 0 bpOEcoRI-Ba 
mH IBrJf £55l8tU Cti* ^7*/*^ ^-&^*MgL 

fco 

[0 0 5 7] frlZ&m.'*? ? r p - TrpE 

(#H3¥5 - 8 4 0 8 5*) ODNAl^gtlli* 
a<2 0// 1 [150 mM NaCl, 6mM Tr 
is-HCl (pH7. 5), 6mM MgC h , 1 
5ffi(7)E c o R I teXtfl SfliOB amH I UBR] 
+ 7 < C"eiB#PflMfbL, *ORJS*t:*3 1 * 
SPx.. 7 OttS^fMIl^tC/^T 1 ] TT)Vij 
'Jtt^7r^-tf (BAP) 1 // 1 (2 5 
1) £JDx.T3 7 < C-eiB#Hffi^L7^o CORj£iSU7 

coRI-BamHI M**!^ ^-DNA 1 ^ g fc±5E 
OCORE 1 4 OBfM-* lOX'J *"-Hfffl«»ffi [6 6 
OmMTr is-HCl (pH7. 5), 6 6 mM M 
g C 1 2 , 10 0 mM yft^l^ h-;K 1 mM A 
TP] b jul 1 , T 4 'J *r~tf 1^1 (3 5 OmiL/ 
1 ) tC7KSrinx.T 5 0 ^ 1 <h U 16 Ct-lftftlL, 

[0 0 5 8] -ORfcigcOl 0^ 1 ^fflv^T^rBtmi 0 

1 tfco r*n&m~m^zm%:&±mwfc 

ttaLffc*/Uv«>Att [Mandel, M. hH i g a, 
A. . J. Mol. Biol. , 53, 159-162 
(1 9 7 0) ] KJ: VftbtiZo Mte«*il^2 5 
^ g/m 1<7)7> fcfv'j >£^tr LB7V- h (1%K 
'J7^>, 0. 5% NaCl, 1. 5% «55)±(Z 



(8) *5HW¥8-2 9 4 2 7 

(7)nn--i lfii^K^ 2 5 /i g/m 1 COT > kfy 

1. SmlOSMiS^it^lttSL, 7'7XUT 
NAOS— T'Wflx-v' 3 >&T)l'tii)fe [Ma n n i 
atis6>Molecular CloningIA 

Laboratory Manual, (198 
2) ] IZ£ lOft&otZo ftbtltz-fJX \ KDNA 1 ju 
gSr»JK»*R«fc*2 Op 1 [150mM NaCl, 
6 mMT ris-HCl (p H 7. 5). 6 mM Mg 
10 C 1 2 , 15 EcoRIUitfU Bam 

HI**] 4*-C3 7T\ lBMMMfcU Tarn-**** 
Saitiff^ot, »4 9 0 bpOEcoRI-Ba 
mH I BfM-TJ^U^T rp-TrpE CORE140 
l&^7°^x^ KSragiJLfco 
[0 0 5 9] (B) ^n->CORE 1 4 OtJ- Kg 

5&9|7 0 ^;^ KTrp-TrpE COREHO^t 
o^SiliHB 1 0 l*|c£5 0^ g/m 1 <7)T>tfvU > 
Sr^tr 3m 1 C02 YTigtfj (1 . 6% h'J7'F>, 1 
20 % 0. 5% NaCl) U««U 3 7 

tt9RW«*t4o -OJg*iftl m 1 * 5 0/£ g/m 

1 OT>tTvU >*<&ts 100ml OM9 -CAigJfc 

(0. 6% Na 2 HPO4 , 0. 5% KH2 P 
04 , 0. 5%NaCL 0. 1% NH 4 CI, 0. 

ImM CaCl2 , 2 mM MgSO^ , 0. 5%# 
*f$SWi, 0. 2% ^n-^) 3 7TC 

"C**Lfco ODeoo =0. 3 O^U^ftft 4 0 m g/ 

1 U5r*J:-9ic-f > 'j;i"»**Px.. ^Cl 

30 tz 0 

[0 0 6 0] 20ml (F)%mWL A [ 5 0 mM T 

ris-HCl (pH8. 0). 1 mM EDTA, 3 
OmM NaCl] *tDx."C«a» U Wtf«-MMJ|4:fr 
4otMI#2. 6 g4r»fe 0 »^ttfcW#:S:«»* 
A 10ml *KSSi»U J: ^^B&ffiliS* 

KWLfcft^a^JiSrtfftv^ *A*BHFF^^>f;i/ 
X c DNAt^- KSiL*#U K <h T r p EOR 

0 m 1 0 6Mm9R5r^tr^«r^AS:Sp£T|»^ 0 U^7 P 

haroseSrfflv^:^ ^ > # ^ A ^ n -7 F^*77 
Y -K^ttTNa C 1 CO0M-0. 5 Mi T'OiftS^lBE 

[0 0 6 1] Hiftff|2 

iWIB^rft^J: 0»l»Lfc»^# i ;^'/^ K (TrpCl 
1) Sr^aftffiTKt^^iftK^l. Omg/ml^^J: 

50 U TrpCll !gH§S£<h LfCo T r p C 1 1 WOttf 
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0. 0 1-0. 0 5mg/m 1 JoUWSLfcfg 
jgffliftS: 4 - 6ii^rcOB ALB/c^^X{:«|*|S 
?^i:ft81B^ ftSftBttCTrpCll 
*S**0. 0 0 5 -0. 03mg/mlfcft^J;^:« 

fS^O^fflfl&HJJ CU RPMI- 1 6 4 0i?tt3&ot 

*MM*PAI t«rlBtra«U«feiSH*, ttMAl. 8X1 
0 7 «h§$gg$ffl!ai. 0X10« it50mlSO»t 
*KA:h*frLfco 2 0 0 Xg, S^raif^ft^rfi 1 ^ 
v\ -h»£Kt*U 3 7t(:ftiaL^5 0% ^ 0, J^^ 
(PEG) 4 0 0 0 (>A/^tt») Sr^a* 
tfRPMI- 1 6 4 Oigttil m 1 £SD£TlffiJ&li!l^£^ 

7tz 0 m^mmz, st^m (2 0 0 x g , b^b) (a 

T\ H A T <h B&i") mRPMI- 1 6 4 0Wt 20 
l-2JIH«fUA>f^j K— ro^£*f fit 

HAT***4v**tt^flEttS-<i\ ^2iMtt 
§ttOtrt«:«:^i-^^n->S:EL I S ASC<t 

[0 0 6 2] W&fufc/wru K-7[:o^t, 

HC11-5E3, HC11-5F11, HC 1 1 - 5 

ISSiJiffHCl 1 - 1 0 8 0 S fc^*Lfco R4 «* 30 

^ 1 



^§Itff FERMP-1 44 1 5, FERM P-l 
4416, FERM P - 1 4 4 0 3 &tf T E RM P 
- 1 4 4 0 2 4r»fc 0 4*5. TftX^ti^Pflt 6*7^50 
#itT% $tz&ZL%[±¥l&6^6Fi 2 9 H#tt"C#K* 

[0 0 6 3] Hteff)]3 

e#S^:-b77D-x*7ACJ: I gG77^ya 

ntz^K^ii<D^J ?u-^)V\jitt^ 5E3, 5F1 
1. 5 1 5 Sisitfl 0 8 0 S<7M y ^4, 
Jft^** I g^^VHyaf (Z yme dtt^) 
^^H»ft*lt1ttifeUJ: 9, 5 E 3 teXtf 5 F 1 1 
gG2a, 515Si3J:^1 0 8 0 S^IgGir^^ 

it^?>frt4o?to n^fifzAmm^^ey ?u-i- 

frtHmz-o^X, HCV • CORE««a*OE9iJ^«t 

fifioTttt*. ^^^^(COREfjt^Hf 
Hlft frcBUfc-f £ * y * n - + ^St#-C* & - fc o 
fco 

[0 0 6 4] 

[*1] 



fit 4fc 


^ i& §S 


5 E 3 


as P r o- 35 Ty r (lMf»3)' 


5 F 1 1 


5l Ly s- 60 G 1 y (EW»*5) 


5 1 5 S 


25 P r o- 35 T y r «£j»»3) 


1 0 8 0 S 


30 I 1 e- 50 Ar g (EW**4) 



■)xx»^ro?T>f> ran £ a RffwRStitt 

OCT 

HCV • C0RE«ltfi*C0^';^7-^ K»»W»*, 
Kfv^lit h >; ■>A*fflv».&rajk»i£ (SDS- 
PAGEft) K J: r^Ztf 1 ) kf-'J t'V 

7WJKI (PVDFi, 3U#T1±K) 
Hi:, Y)UmimU. PVT>F1&m*V£iW.£LX h7>X 
7T-U ^CftiSJ^IfiSJrPVDFlce? 
LJto d??W;P VDFR*4% rny^x-^ 
(«enfL«tt«) , 2 % B S A Sr-S-tr 0 . 1 M U > 
Bltt««<pH7. 4) i:4tT-«6ftLt7*07 + >' 



^fcfi^vs 0. 0 5% Tween20^tfpH 

7. 0 <o v *) z.tm.mffifo («ttbs) x-mmk. - 

*8t# £ L T JKJtffl 3 T# <b titz * y ? n - -f % 

^mx-imwiK.foz*ttzo Ri&m, PVDFIJTBS 

-C<fc<&i#>-U 2% *UlfiJH:DiJK>, 0. 0 5 
% Tween2 0^tfPBS (-) T? 5 0 0 0 f&Sfi 
J0? L fc»*ll»ttfLV 7X1 g G + MffLtt- i t L 
TS»-eiR#WRJ6S*fco PVDFiJTB 
S-e^L. 0. 1% 4^DDlt7h-^ffei 

0*0. 2% j§KfL7K*i#ji£iri ^nfes-^fco m 



40 



50 
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[0 0 6 5] ^ey ^n- + ;uJft#:i:^A*BfflJff^** 

H*tBli:StLfco ^^n-t <£ OWteft 

pCl l*1$*WUE»Ltv^Ct^$iifc 0 
[0 0 6 6] jljftglj 5 

(A) 5 E 3 F (a b* ) i CQWgjfe 
J/CHC V ■ COREtfuft ("V** ^y^n-t^jt 
ft: : 5E3IgG) fc*«fflU/B^4*:*. RSiH* 1 0 
mg£0. 2M NaCl^ttfO. 1 MftRt h 'J 

( p H 4 . 0 ) ~ei3#ff£, C e n t r i c o n 

10 (r^n^ttR) iS^T, SI^lmHCiiJ: 
TlCiS-kiftltLfco COSt^SJU, 0. 2M NaC 

lSr^tfO. lMSKth'^ASffiR (pH4. 0) 
-esSiSL^^^vV (v^ttU) SrlgGIWLt 

4%fcfc*J:dfci6ttlU 37W1. 5I»BKJ&5* 
E6»TSi, 0. 1M ^^th'J^Ai« 

(pH8. 0) tTMLfcSephadex G-l 

5 0 (0 1. 6X6 0cm7 7il/7y7ttI) ^3^- 
tWDF (ab* )2 079^->3>t»ILfco » 
f>*lf:77^y3>tlmM EDTA^^O. 1M 
'J >Sth'J^ATO (pH6. 0) Ce 
n t r i c o n 1 0 SrfflV^T. 1 m 1 J: 9 
tC«^«»L, 5E3F (ab' ) 2 tltgl^ 
St:fflV^: Q ZOJimizX H0mgO5E3 IgG 
^^5mgOF (ab 1 ) 2 SrWRLfco 

[0 0 6 7] (B) 5 E 3 -0-**?? h v tfgllR 

«fEO^rS"eH18Lfc5E 3 F (ab' ) 2 5mgCl 
mM EDTA£^tr0. lM'J >gt h 'J ^Af» 
(pH6. 0) -cmmLfzO. 1M 2-^;l/^yhx 

f^r * >mm& (*vyffc*a») »***o. imi 

jfiftlU 3 7tT*9 0^JRJS£-££ o 1 mM EDTA 
Sr^frO. 1M ^Kth'J^AlM ( P H6. 
0) t*¥fftl/:S ephadex G - 2 5 (0 1 . 
5X2 0cm77^y7ttl) Srfflv^Fab' £*iS5* 
Lfco Fab' 77^73 >£5HiU Centric 
o n 1 0 £fflv>T. Sf^l ml <fc -9 Kit'Lrtfttt 

S) tt. SeSitLtl Orag^ffiU lmlO 
0. 1M U >B^h (pH6. 0) t:^ 

[0 0 6 8] ^Oitffid. 5 Omg/m 1 

6 J: rCN, N-y7W^A7^ K (*y/ft«t 
«) "C»j»LfcN, N' - (1, 2--7^^U>) tfX 
•7U^K (ftMltifi) lO^lv^nt. 3 0<C2 

H*S:^W S KffcLfco 0. 1M 'r/Stb'J^A 



(10) «fBB¥8- 2 9 4 2 7 

^Safffi (pH6. 0) -CTflfffcLfcS ephadex 
G-25 (#1. 5X20cm) fcffl^T /? - # 9 * h 
*>^--tf^)79^ v a >£tt*tL* C e n t r i c o n 

1 0 tfflv^ra^ftWLTto 

[0 0 6 9] dcDJ:? KLT»<bJxfc5E 3 Fab' 
t p-ify? h yy— Hf**^JfCjfe4 : 1 J: 9 

KifcfrU 4W1 5-2 4R*BRl&3-*fco -toft, 

2 ;^yhxf;i/7^ >:&glifi 2 mMi: 
fc& J:-? UifiifllU 3 7TC-C2 O^jR^-r^CltHio 

0. 1M NaCl, 0. 1%BSA, 1 mM M 
g C 1 2 • 6H2 0 , 0 . 1 % N a Na £^tr 1 0 m 
M >) >m*r Y *) ^WtffiWL (pH6. 7) . ttT«» 
JKA, t¥fftL/wS epharose 6B 1. 
6X6 5cm77^y7tt») "CillitiiUiot 
*Efi505E3Fab' «rl$*U 5 E Z-p-ify? 

[0070] ( c ) g - £g » h v y - -tfsttanaa 

p-ify? Y v^— IffiHtOiHjeti, 0. 3m 1O10 
20 mM MgCl2 i:, «M^5. 9mg/m 1 

<t 9 U 5 0 mM >J U V ^WcSiU ( P H 7 . 8 ) 

KSS»L*:2 Fn7x-;i/- / 3-D-^7^ h fc?9 
y v K («*iK*tt») 0 . 4 m 1 <h 1 0 M *)VH-f 
;-)\, mitmmi±m 30^ l^tf50mM 
'J U * AifSaSflK ( p H 7 . 8) 2. 93mlO 

a«U«»#5 0// 1 £iJQ*_T^ft2. 98mlU, 

3 7t:T*5^H, 4 0 5 nmKiStt&lRjfcJKeOM (A A 
b s ) ^iiJ^i"4 :^i:i:oTRa t e Assays 

30 [0 0 7 1 ] aMgy 

ftHCV • CORES* (*v^* ^y^n-^Hft 
ft: 5F1 1 IgG) ^«S^2. 5^ g/m 1 K 
4^<t^:0. 1% NaN3 Z^tsO. lM'J^ft 
HJ*A*Wf* (pH7. 5) -e*JRU Sffiffl^- 
■T (%y?^±m, 7.9-^^*--?) l*i:o| 3 0 0 // 
lfoMl/:o Dfe»lta, 0. 1 5M Na 

CI, 0. 0 5% Tween20mi0mM 1 J> 
R-^M (pH7. 0) , WTa*I> 2m 

40 1 Srfflv^r 2EI^L, 0. 5 >-N a . 1 % 

v aUSr^tr 1 0 mM U h "J (p 

H7. 0) . JAT^n y^rV^flS, 2ml^iaU S 

[0 0 7 2] H$Sffl7 

Ifitff 1 m 1 £-7^ ^ njfrtvf-A-:/ (X7^> K^"7tt 
S) KjM£U ^'Jxfl/>^'jn-;i/ (PEG) 4 0 

oo (»#«**tt*) t4 0mg«jDLfco tmtm^ 

50 iO+jfrfcjMfLfctt. 4 , Ce3Bfrfl^SL7t:o 4 00 
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19 

tZoitmWZO. 5% NaCltO. 5% 9 
i-V) V A?M£ 1 0 0 /u 1 L, 0 . 5 N TtcUft: 

i- h U ^AjtifcS: 1 0 O/i 1 SOx, 3 7tf3 0 
ftRjSS 5 % Triton X-lOOi^ 
trO. 5M NaH2 PO( 100^1 £$S*D-*-& - 

[0073] mmms 

* / ?u-j-frtjj#i (5F1 1, 5 E 3) lZ£2>$tA& 



;?n-f*Rf (5F11) fcJgftL, roy + ^y 
$£i£t)DLT4'CT— %»ai"-5>- t t-«t t)5Fl 11 
ffiffift^MLfc. Cinco. 5M NaCl, 2. 5 
mM E D T A • 2 N a , 1% BSA, 0. 5% * 
-tMV-Na, 5% -?<y XtilLffi, 0. 2 5% Twe 
en 8 0 Sr-t-tr 1 0 mM 'J >Kt h 'J At«- 

(ph 7.o), j£JLTEti>*a5«, 100^1 turn 

mi XftbiXtzT r p C 1 lSSSSrO - 1 00ng/ 
m 1 <75igJti5HT~g-trv§}&5 0 ^ 1 Sr-tiVPitO^i^ 

i t*6 @ifc*L, Zb^sov-z^isy-v (pod) if 

tL^y^n-t*fi:fl: (5E3) 1 0 0 M 1 4r«gjp 
LTSSLT 1 BfKRJc-S-ti-^o 

[0 0 7 4] JilEtJfeSUR 3 0 0 ^ lt'6 Bt£& 

L. £« b7^-U>vT5 0.TOPD) if 
mi 0 0^ 1 £inx.SfiT3 0#HRlc.$-£jfcl£, 2N 
**RJ&flfihifcl 0 0 ju 1 SriSiDL, % 
S6 9 0 nm<r>m3tI%.iftW b LtfiS4 9 2 nmi;J3 
»t*"R*K (A492 ) tIttiitUAOTrpCl 
laSStiWSL^o 0 2 n^-rin< , T r p C 1 IS 
a **«**iS^fl<» $ *t* w t ** *> ■» 7t o ■? ft *• 



20 



[0 0 7 5] j|$feffiJ9 

pv-j-)Vtn.te (1 0 8 0 S, 515S) IZ_£&# 

8 0S*ffiK PODfafflM/^D-t^jjtfsi 
5 Stfflv>4;i:fil«., Hiifaj8 fc J: ►> T 

r pC 1 l^fiKOilJjES-fi 1 H3!Z^-tiP<. 



20 



50 



* 

£2 



*tt«Atm«tUT r p C 1 1 iafi«tt#Wi:i?| 
-t^Mfflv^ctCi^ ^A^BMffFik'W^ 

c o r e sa k £t£& 4 fc ti5cfit?# * i t 

[0 0 7 6] HMffU 1 0 



&ttHftSBgf§ X j, n A |E B SffF jfe ■» -Y n, X |§ djjgJs£ C 

_-»<oiSIiffltLtPOD, r;u*';-7*x-7 

D, HPPA, pNPP, NADP, AMP P D, 4M 

u g tteffl LJtJOfls 8 1 mm<nmmz ± 0 t r 

pCl l»eK«>«l5fe*?Tfcofco t^D-t)« 
t LT 1 0 8 0 S&<bin-5 1 5 S oa*.-g-*5*f^ft 
Srfffrojte*, «2^-TS0<, #A#BffllFil&f -f 
A-^«jSfR«CORESSK*tfiffli-4^fti: LT, ~ 

SC4MUG Srflav^c^tCStSSJSSiffl^^nrfBT* 

■a~t>^tt LT(i, 5 F 1 1 £ BMStl'ffc i: LT, p-if? 

tL<IJl 0 8 0 S*lfflgfri:LT > /3-**9 
* h ->r--tf*^L/-: 5 1 5 Si-#$Lfrt LTfflv> 

^•-&-n*f>*v»a!5ejRaE*»»t ) it7t 04, 5) „ 

[0 0 7 7] 
[*2] 







tit Hd 5 






TrpCll 


POD 


OPD 


30amol/assay 


1560pg/ml 




(Jtft) 






POD 


HPPA 


1 5amoI/assay 


1000pg/ml 








ALP 


pNPP 


30amol/assay 


20000pg/ml 




(ifcfe) 






ALP 


NADP 


10amol/assay 


1 ooopg/ml 




(Jtfe) 




ALP 


AMPPD 


0.2amol/assay 


6000pg/ml 










B-GaJ 


4MUG 


0*5amol/assay 


400pg/ml 




<^5t) 





1 1 



?u-j-)Ufjjfc (5 F 1 1 , 5 E 3) im^tz&A 50 
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fdfeffl 6 (Djfm-Zi'E®: Ltz 5 F 1 1 Sffltlftwrn y * 

>ris«ri^#> o i *^pl/co 

mmmiX'WhixtzT r pC 1 lI6«^0-5 1 
20pg/ml OitKIEB t^tn#i& 10 0// 1 

^no'>i;n-snx.fiir*L, 3 7tt-i o^-p.siff#L& 

^KJ££-tt-£ 0 m&%L2m 1 T 2 lift:* Lfctt, ffiffr 
i£AT*4 0 mU/m 1 iftStC^-S J: -9 UftiRLfc 5 E 3 
- (J if 7 7 Y -> ^— tflMM»EO#** 3 0 0 ^1 #Px> 

3 7r-C9*|l|«fliL4* t 'bRtt:.S*fco ftM2m 1 
-CiftitfL -(Tfejf-ffi 2 m 1 Sri^iP Ltii O^.T- 3 7 "C 

[0 0 7 8] 0. ImMlSlZWiTCO. 1 

5 M N a C 1 , 1 mM MgC h , 0. 1 % Na 
Ns ?:ttrl OmM <; >®e^ h 'J (pH 
7. 0) , WT4MUGft)E, -e*RLfc4 
>7>^U 7iV*/?-D-*'"7^ y : y K (tl/* 

yn-TttS) , l!X~f 4MUG, Jif L 
T 3 0 0 ^ \mmtfz 0 3 7C-C9 
0. 1M /'Jy>-NaOH (pHlO. 3) , W.T 
jRl&flfJhjR, 1 m 1 tmtia-f Z> Z. t \Z i o XKfcZ&ik 
Lfz« V*. ;Hf <0 5 E 3 - /9 **v * b v ^--trfcafeft: 
(4, 4M\JGff>m^^\^mz U jgftte^v; 
»Sr»*i-4o Sot, >£*»<0«J* 
**»KSraBjei-4ii:t;j:i), TrpCllISS© 

[0 0 7 9] ■&-ffi&m<DWfeltmi£®L& 3 6 0 n nu Wc 
M&JI4 5 0 nmffficfco &*Wi*»i LT(i, 1 
OnM 4->f)l")M'J7xD> (•f*9'ftt 
S) , 0 . 1M r'Jv^-NaOH (pHlO. 3) 

■mmiffiH&yttemi o o t u o. im ^«;->v- 

NaOH (pHlO. 3) 0 t LTfflv>fc 0 -?-<D 

a*, m 6 js j: z>*m i izm-tpa < 5 - 2 0 p g/m 1 o 
[0080] mmm 1 2 

jfcjttlfi-fo^A^Baff ± >±z^MMM£ ore 

#A#Bffl/JB£*^1l:tt#»f3IS (HUKKXttfi) "Cfttt 
fc&trt=HH4fc*iJ5e$*U RT (•;/<-*• h7>*7 
V-ft-M) -PCRft-ePCR-T i t e r if 1 0" 
-10 f /ml fc«6SitfcjlH»*fl!v», JHit'fO*A 
*BffiJFFIfe* -f *X«HI**C O REI&KOti^ff 

4 o fc. 6 O^fe-Cft* L£ 5 F 1 1 @fflil#:<7> 
/n^ymii, 2 0 0 ^1 ^i^tnL 

jfiLfti o o p i *iox., 3 7tT?iofl-na»Lm 

T-4 OraU/m 1 ISlC^^ii K^fRLfc 5E3-/3 
if 7 7 V v ^— lf«»#0»** 3 0 0 a< 1 tax.. 3 7 



(12) #if8-2 9 4 2 7 

22 

2ml4 v£*P LfcJi 3 7 "C 1 

m«#u m&m>tw.?\Wi&i&. »sft^2mi-ca 

[0 0 8 1] ^C, 4MUG#fiffir'#^L7t:4MUG 
JlSifitLTSOOjt, 1 mnlfco 3 7tt9g-mi 
i$KlSf£, KS#lk$E 1 m 1 imtVtZ Z £ [Z «fc -oXK 

Ii®^rfift3 6 0 nm, Jftj|Mf*4 5 0 nm-?fr&o 
/: 0 gftflSSifcilfc fc LT(±, lOnM 4-.*^;l"7>^ 
w ')7x.v> (^-*7^tt3S) , 0. 1M ^Jy>-N 
a O H ( p H 1 0 . 3 ) *ffi**l*t:£ttSftft lOOt 
U 0. 1M yjyy-NaOH (pHlO. 3 ) it 
$£0 t LTfflv>fc, «liSLK»=ttf[MlMl-C% 
9l$«/:U 3^t^ htfiJl (T r p C 1 ISfif) * 
fflv^ U r e a Sr^tf 0 . lM'Jy^th 

'J^AMfrffi (pH7. 5) tZT 1 mg/m 1 iftJStC^ 

ife»2iB:ft^llr*-e*iJ5e$ixfctt*i: «t <-?JcL^ 0 
20 [0 0 8 2] ^Hgg 1 3 

^& / » n - -j- (5F11, 5E3, 1080S, 

5 1 5 S ) coRtg-iiilt^^cOill]^ 

Kfc&mi£m.<nm&*mMy'7x*>&m<7>mMizm-3 

^mfrffigim. (BIAcore™, 7 7^v->7ttfi) 
t-J: f^^f^o/Co TrpCllSSK^, *W+yf 
^r^. h 7 >JB* 4otH-f 7 7*CM5^7 5 >ii y 
7°') yy&X-m&tL. HBSMffiWi (lOmM HE 
PES, 3. 4mM EDTA, 1 5 0 mM NaC 
30 1,0.005% Tween20, pH7. 4) X'M 
14:I*U*«L^/?D-f- ;H5tf£ * 2 5 it L 
/io wOt W-tyt-f77±<OT r p C 1 1 
ia«^tl.-t(:J:ot±#tl,«yyt)Ptt 

sp*tf-*LTE»Lfco l»R<OtaH*Uov»r«8EO* 

[0 0 8 3] -7f. »StiS*SS4:<7>iItei±, T r p C 1 
l*6K*H5cffcL f-v HBSIW 
40 f 1 0 0 // g/m 1 i:«L/^y ^ n--^-;uj5i;#^ l 
5fr!SimLXtjL#Z-t:>y—*-y 7°±cOT r p C 1 IS 

&n^m&z*ttzo :*ic, HBs««jdtt 5 o^wat 

L, Wt>t-f7 7±OT r pC 1 lISS^t> 
fiHfl.Cti:J:ot4f? 1 #?|y7't^ft*6 0# 

(S3) o 

[0 0 8 4] $3*f>«i5HJ:i(:, |«U;ty^ 
n-^A'fitfltli 1 0 8 (M- 1 ) *-r-&±<?>m&f£%c 
50 Srt*,, MtttifcKfcW*»fOtt*jjr*-o 



-12- 



(13) #dfl¥8 - 2 9 4 2 7 

23 24 
10 0 8 5] [^3] 

a 3 



R.itM 1 s" 1 ) k-^r 1 ) K a (M- 



5 E 3 2. 2X10* <10" 5 > 2. 2X10 10 

5 F 1 1 4. 1 xlO 4 5. 7X10" 9 7. 2xl0 5 

5 1 5 S 8. lxlO 4 <10" 5 > 8. lxlO 9 

1 0 8 0 S I. 9x10 s 2. 3xlQ-' 13x10 s 

[0 0 8 6] 10 *n-^;ut^^fflv^j^A^BMWi^^^;l-^O^m^ 

^D-f^jt^itt^yN^r'J K— 7*JI&^rt*# [0 0 8 7] 

^ti^>o i^^f&wtcj: off bfitzmm**; *u-+ im^m] mm^: 1 

E?'J 

Met Lys Ala I le Phe Val Leu Lys Gly Ser Leu Asp Arg Asp Pro Glu 

1 5 10 15 

Phe Met Gly Thr Asn Pro Lys Pro Gin Arg Lys Thr Lys Arg Asn Thr 

20 25 30 

Asn Arg Arg Pro Gin Asp Val Lys Phe Pro Gly Gly Gly Gin I le Val 

35 40 45 

Gly Gly Val Tyr Leu Leu Pro Arg Arg Gly Pro Arg Leu Gly Val Arg 

50 55 60 

Ala Thr Arg Lys Thr Ser Lys Arg Ser Gin Pro Arg Gly Gly Arg Arg 
65 70 75 80 

Pro He Pro Lys Asp Arg Arg Ser Thr Gly Lys Ser Trp Gly Lys Pro 

85 90 95 

Gly Tyr Pro Trp Pro Leu Tyr Gly Asn Glu Gly Leu Gly Trp Ala Gly 

100 105 110 

Trp Leu Leu Ser Pro Arg Gly Ser Arg Pro Ser Trp Gly Pro Thr Asp 

115 120 125 

Pro Arg His Arg Ser Arg Asn Val Gly Lys Val Me 
130 135 140 

e?«## : 2 mm 
e?ijos£ : 1 2 3 mi<omm : k 

E^Jos : T<;m 40 
WW 

Met Gly Thr Asn Pro Lys Pro Gin Arg Lys Thr Lys Arg Asn Thr Asn 

15 10 15 

Arg Arg Pro Gin Asp Val Lys Phe Pro Gly Gly Gly Gin Me Val Gly 

20 25 30 

Gly Val Tyr Leu Leu Pro Arg Arg Gly Pro Arg Leu Gly Val Arg Ala 

35 40 45 

Thr Arg Lys Thr Ser Lys Arg Ser Gin Pro Arg Gly Gly Arg Arg Pro 

50 55 60 

Me Pro Lys Asp Arg Arg Ser Thr Gly Lys Ser Trp Gly Lys Pro Gly 
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BB»* : 3 
E^J^«S : l l 



mm^ : 4 

K?iJ<og£ : 2 l 



(14) 

25 26 
65 70 75 80 

Tyr Pro Trp Pro Leu Tyr Gly Asn Glu Gly Leu Gly Trp Ala Gly Trp 

85 90 95 

Leu Leu Ser Pro Arg Gly Ser Arg Pro Ser Trp Gly Pro Thr Asp Pro 

100 105 110 

Arg His Arg Ser Arg Asn Val Gly Lys Val lie 
115 120 

* hfny- : mm 

* JO 

Pro Gly Gly Gly Gin I le Val Gly Gly Val Tyr 
1 5 10 

*h#ny- : mm 

lie Val Gly Gly Val Tyr Leu Leu Pro Arg Arg Gly Pro Arg Leu Gly 



9 4 2 



1 5 10 

Val Arg Ala Thr Arg 
20 

E#I#*: 5K?iJofi£ : l o *h#ny- 
E?ijoM : r * J HI ★ K?iJofI3S 

EM 

Lys Thr Ser Lys Arg Ser Gin Pro Arg Gly 
1 5 

[Ell] #A#BMfft&&%fom&ibZm^fzV^A* 

2, 3, 4 iif£frOU->£7Fi- 0 50 
[12] ^n-f^ftSF 1 1, 5E3 

^a*»jt»en (t r P c 1 1 ) o«at«iia-c* 

[13] ^n-^;Mft>f$l 0 8 0 S, 5 1 

5 S im^tz^-y K>f 7fS^CJ:^*A*BSff^ 
^;i^fi*«*l5iESjf (TrpCll) Otft*j»H-e 
*^>o fi 2 SDi^to 

[0 4] *n-^/Msjt#5 F 1 1 SrHffifl: 

U /?-2f^ h v^--tf (GAL) 40 

(T r p C 1 1 ) o««*ig-c**o 

/<-«4 2 SDJ^to 

[115] *H^(7)^y *u-*>Hfi;#;i o 8 0 S 



15 



^7"^ K 



10 

fLU p-#9 9 Y tf (GAL) ««Lfc5 15 

>f^xfi*taisj( (Trpcii) o«M:Sua-c* 

£o /<— f* 2 S D^TK-To 

[H6 ] *^<7)^y ^n-^;i4/tft:5 F 1 1 <h 5 E 3 

^^ft*MSa« (T r p C 1 1 ) 0«MtiR#**r* 
H-C*4o iftStEfflO - 6 0 0 0 p g/m 1 o 

[07] &&W<7>*; F 1 U5E3 

*fl§v*fc*> K-f -y^RSmu^^^A^BMffFi^^^ 
^Xi*iSSfiS (T r p C 1 1 ) 
0t*l)o 0 0 p g/m 1 o 

[H8] MMtWo^A^Biff^^^ 

tv^ttftli, *A*BfflffF^*21B:ft»»riS-ei»tti: 

-To 
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#W¥8 - 2 9 4 2 7 






BEST AVAILABLE COPY 



(17) 



#M¥8-2 9 4 2 7 



[EI 8] 




(72)n^* mm a* 

**!»#FTffffiEa#lTi 1#2 Iffi 



(72)H^# *ffl 

«l»pfiEI§ 1 T B 1 # 2 

(72)l§^# ft 

Js*!fct*FntjlSE£«- 1TI1#2 
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